
A. Gap Formation 



cleavage by site-specific 
nicking endonuciease 



selective denaturation 



B. Cohesive Termini Formation 



cleavage by site-specific 
nicking endonuciease 



cleavage by site-specific 
nicking endonuciease 



selective denaturation 



selective denaturation 



FIG. 1 




Creation of 5 f Cohesive Ends 



A* 



N* BstNBI 



5' 
3' 



" 7 

T 



N* BstNBI 



5£ 



.3' 
•5' 



t 



N- BstNBI cleavage 
Selective denaturation 



N- BstNBI 



N • BstNBI 



5- 

3' 



3' 
5' 



Creation of 3 f Cohesive Ends 



B. 



5' 
3' 



5' 
3' 



N • BstNBI N * BstNBI 



N- BstNBI N * BstNBI 



i 



N • BstNBI cleavage 
Selective denaturation 



N* BstNBI N- BstNBI 



3 
5 



5* 
3' 



5* 



Gap Creation 

N • BstNBI 

=£s= 



N * BstNBI 



N * BstNBI 



3' 
5' 



N * BstNBI cleavage 
Selective denaturation 



N ■ BstNBI 



3' 
5' 



FIG. 2 



A. Detection 



B. Assembly 

r > 

C. Branched Structures 





D. Purification 



Apply sample to 
immobilized DNA 



Wash non-specific 
DNA from column 



Elute desired 
DNA by selective 
denaturation . 



rr 



FIG. 3 




N.BstNBI N.BstNBI 




1. Cut with N.BstNBI 

2. Mild heat denaturation 




N.BstNBI b , a N.BstNBI N.BstNBI N.BstNBI 
N1' l ^— N2 l N1 — 1- N2 

Ori 



FIG. 4 



N.BstNBI(6) Hpal 
Stul 

N.BstNBI(5) 
SnaBl 



• 



N.BstNBI(4) 




1 . Site-direct mutagenesis to 
remove sites (1 ) and (4) 

2. Swal-Dralll deletion 

3. SnaBI-Pvull deletion 



Hpal 



BspLUHI 



N.BstNBI(1) 
Swal 



Dralll 



l\LBstNBI(2) 
N.BstNBI(3) 




Xbal Bglll 



EcoRV 



N.BstNBI 
N.BstNBI 



N.BstNBI 
N.BstNBI 




Xbal 



1. Cut with BspLUHI 
and Hpal 

2. Ligate in duplex oligo- 
nucleotide 226-1 80/ 
226-181 



Bglll 



N.BstNBI 
N.BstNBI 



bla 



EcoRV 

w 

Mill 

N3 N1 



N.BstNBI 
N.BstNBI 



1. Cut with Bglll and Xbal 

2. Ligate with duplex oligonucleotide 
226-10/226-11 



1 . Cut pEBE1 with EcoRV 

2. PCR amplify bla gene from pUC19 

3. Ligate these two DNA fragments together 





bla 



bla 



N.BstNBI 
N.BstNBI \ N.BstNBI 

N1 



,bla 



PCR amplified 
bla gene from pUC19 
using primers 
235-262 and 235-263 



pECF11 



N.BstNBU 
N.BstNBI 



N3 



FIG. 5 




N.BstNBI N.BstNBI 

N1 | ^ | N2 

1 Ori 

ori fragment from pAZY2 



N.BstNBI b|a N.BstNBI 

N3 1 4 ===s= ^^'B^^BHHHiHHiiHHi^HMl^^ N1* 

bla fragment from pECF1 1 

Pcil Rsrll 
N.BstNBI \ /N.BstNBI 
N3 ll II N2' 



oligonucleotide duplex 
236-184/236-185 





FIG. 8 



primer 241 -83 




primer 242-12 



primer 222-14 



primer 242-11 



primers 241-83 and 222-14 



PCR 



primers 242-1 1 and 242-12 



N.BstNBI N.BstNBI 




N.BstNBI 



FIG. 9 




CD 



CD 



2 £ 
s g ■= 

- ? 6 



CD 
CO 
£= 



CD 
CO 

c 







-•— • 




bla 


insei 


insei 


bla 4 


+ 


+ 


+ 


+ 


"HZ! 

O 


Ori 


bla 


Ori 



~a 

CD 

o 



o 
*o 
"o 

CD 
CO 

o 



CD 
CO 



CD 
"O 

03 



Q. 

JQ 

O 
O 



_Q 



MW (bp) 



4000 
3000 

2000 

1500 

1000 



500 



i ! ! 

i i i 



■Hal 



j-p! .; 
: I ' ! i 

■ i i i.-i 

: ! ! I i 



' ! ! ! : r 1 



!>*! i:i 

j. ; X: ";" : 

: : !■ !*5^ i ! 

•: ! I i 



! !■ ! * 



FIG. 10 



